WO 2005/059157 



PCT/US2004/041569 



FIG. 1 



Step 1 ) 
Step 2) 



Step 4) 



Step 5) 

Step 6) 
Final vector 

Transcribed 



NNNNNNNNNNNNNNNNNNNNNNNNNNtl 
NNNNNNNNNNNNNNNNNNNNNNNNNNmcj 



BamHI 
Mmel i 



~1 ..' TCA 

NNNNNNNNNbJNNNNNNNNNNNNNNNNCGTTGGATCCTGACTGT q« A 



NNNNNNi 



I NN fi&Jt 



TGG 



1NNNNNNNNNNNNNNNNNNGCAACCTAGGACTGACA 
20nt I 



G A G 



BamHI 
Mmel | 



^ ~v T TT T A - BQ" 1 1 I I I t C A 

SteD 3) G 5' ..GCAGTjGAGAAfifflCIPCNN NNNNNNNNNNNNNNNNNCGTTQQ£[£SljGACTG T g< A 

* ' ~ . _ ririT^Arnv^Tr^A/iAr^Ari/^A/AfAiA/A/AiAfAiAiAiA/AiAJAiA/AfA/A/AirinA ArrTArinfirTfi&rA _A 



Ci aC GGTCACTGJCAQAGAGGNNNNNNNNNNNNNNNNNNNGCAACCTAGGACTGACA G G ' 
T G C '•• Mtyl A 



?/^T XXA CCAGTGAG AAfiMCICC N N NNNNNNNNNNNNNNNNNCGTTQQ£I££JGACTG T T C 

i T? A Aj§gxcS-R CA 1 

\VlG c3 G ^TCACTCJ2AS^GAGGWAiWA/A/Ay^ A 



«. A 
^ A 

G 



C^CGl— RCA2 



BamHI BamHI 

:-Q -4 j.-TTQaflIC£TGACTGTTCAAGAGACAGTCAQfiAIC£AA- 
&GG-^ ' * ' * -AA CCTftGQA CTGACAAGTTCTCTGTCAGT CCTAQG ' 



5' Loop 



3' Loop 



AA-O -4 „ Jb 

TT.21nt|; 



Mlyl 

GAGAfiACICTCAC... 
CCTCTCIQAQAG TG . .. 

5' Loop 



Bglll BamHI BamHI 

I vfc»rtnr feA^^O 1 r% *"^^y^^ST*^^^^^CAAGAGACAGTCAl^^ftKCAA-^ -i „. *|TTTTTGGAA 77"" 
| VC^UJI ^ QG-^ I I I «. -AACCmSjaACTGACAAGTTCTCTGTCAGTlSl^flTT- ■ ■ * i- <\AAAACCTT VeCl ° r 



Bglll 



BamHI 



Victor HiPro m ^ 2 1 ;.'2 1 nt Vector 



REGS 

Transcribed 

Product 



NNNNNNNNNNNNNNNNNNNNNU 
UUNNNNNNNNNNNNNNNNNNNNNA 



,GG 



ACC 



pSuper 

Transcribed 

Product 

NNNNNNNNNNNNNNNNNNNNN U 
UUNNNNNNNNNNNNNNNNNNNNNA 



U C A 



G A 



1/6 



WO 2005/059157 



PCT/US2004/041569 



FIG. 2 



A. 



1 2 3 4 5 6 7 
Ligase -++++- 
Mmel - - + - + - 




B. 



1 2 3 4 5 6 
Ligase - + + + - 



80bp 
60bp 



40bp 



20bp 




21nt,21nl 



c. 



Bglll+MM 




80bp 
60bp 
40bp 

20bp 



Bglll J Blunt 



2/6 



WO 2005/059157 



PCT/US2004/041569 



FIG. 3 




GFP 



D. 


Sense 


Predicted 
sequences 


Times 
isolated 


+ 


1.10-31* 


2 


- 


2.30-51 


5 




3.33-53 


1 




4.66-86 


2 


+ 


5.74-94 


2 


_ 


6.93-114 


7 


+ 


7.133-154 


1 




8.153-174 


8 




9.200-220 


0 i 




10.220-241* 


6 


+ 


11.241-261 


1 




12.289-309 


1 


+ 


13.311-331* 


2 




14.345-365 


0 


+ 


15.348-368* 


3 \ 




16.387-407 


1 


+ 


17.429-449 


0 




18.450-471 


2 




19.484-504 


0 




20.514-534 


0 


+ 


21.599-619 


4 




22.618-639 


3 


+ 


23.624-644 


0 




24.647-667 


0 




25.658-679 


1 




26.683-703 


0 



B. 

% Knockdown 0 3 82 77 80 88 64 74 



GFP 



a-tubulin 




CoC\/CJ> O) o ^ <o 1 — 

J? J? & cT O O O 
CO CO CD co co co 

Or & & £V & 



> 




— CL = 



9 11 12 14 16 17 19 20 21232526 



3/6 



WO 2005/059157 



PCT/US2004/041569 



FIG. 4 
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FIG. 6 
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